TPA (12-O-Tetradecanoylphorbol 13-acetate) was purchased from Merck Millipore (Darmstadt, Germany). DAPT was purchased from Sigma-Aldrich.
Analysis of CADM1 orthologs.
CADM1 orthologs listed in the OrthoDB version 8 2 were aligned by the MUSCLE program version 3.5 3 .
Quantification of CADM1 variant mRNAs.
cDNA fragments of CADM1 corresponding to exons 7-11 were amplified by PCR using primers described previously 1 from cDNA libraries of Raw 264.7 cells treated with LPS for 0.5-24 hours. The PCR products were separated and quantified using 2100 bioanalyzer (Agilent, Santa Clara, CA).
N-terminal sequencing of a membrane-remaining shedding product of
CADM1.
HEK 293 cells expressing cytoplasmic PA-tagged v8/9-CADM1 were treated with 200 ng/ml TPA, 10 µM BB94, and 10 µM DAPT for 90 min and extracted.
The extract was incubated with anti-PA tag antibody beads (WAKO) at 4˚C overnight, washed by Tris-buffered saline, and eluted by boiling in the saline containing 2% SDS and 40 mM DTT. Eluted proteins were separated by SDS-PAGE, blotted onto PVDF membrane, and stained with Coomassie Blue.
~15 kDa membrane-remaining shedding product of CADM1 was excised and subjected to automated Edman degradation on a protein sequencer Procise 491 cLC (Thermo Fisher Scientific).
